previously described (9) with either a hybridoma anti-8 (H 10.4.22) or a control IgG2A myeloma protein (RPC-5) (Litton Bionetics, Kensington, Md.), followed by incubation with fluorescein-conjugated F(ab% rabbit anti-mouse--f.
Cell Surface Iodination. Surface molecules were labeled with 12SI-Na by lactoperoxidasecatalyzed iodination, and the immunoglobulins were precipitated from the cell lysate and analyzed as previously described (12) .
Radioimmunoassay for Surface Ig. The antibodies used for this assay were affinity-purified rabbit anti-mouse-# and goat anti-mouse-& Preparation and iodination of the rabbit anti-# and control Ig is detailed elsewhere. ~ Affinity-purified goat anti-mouse-8 was prepared in goats by repeated injections of 500 #g of TEPC-1017 (an IgD, myeloma protein [F. Finkelman, S. Kessler, F. Mushinski, and M. Potter. Manuscript in preparation.]) in adjuvant. After adsorption with an IgM, myeloma (TEPC-183) and BALB/c serum, the serum was affinity purified on TEPC-1033 Sepharose (Pharmacia Fine Chemicals, Div. of Pharmacia, Inc., Piscataway, N. J,) (IgD,) (F. Finkelman, S. Kessler, F. Mushinski, and M. Potter. Manuscript in preparation.). cultured cells that stained with anti-8 were very heterogeneous with respect to fluorescence intensity, which suggests a variable density of surface IgD. This finding indicates that the vast majority of BCLI tumor cells differentiate in vitro and acquire the surface immunoglobulin phenotype of a more mature B cell.
Biochemical Analysis of Surface Ig.
To obtain biochemical evidence that cultured BCL1 cells acquire IgD, cells were iodinated, either before or after culture, and the lysates were analyzed by immunoprecipitation and sodium dodecyl sulfate-polyacrylamide gel electrophoresis (SDS-PAGE). Immunoprecipitation with rabbit anti-mouse Ig (RAMIg) of lysates from uncultured cells demonstrated substantial quantities of #-chain but little or no &chain (Fig. 2) . Lysates from radioiodinated cultured cells, however, contained readily detectable IgD as determined by the presence of radioactive &chain on SDS-PAGE. Estimation of the areas under the #-and 8-peaks in several experiments showed at least a three-to fourfold decrease in the #:&ratio of cultured cells. Analogous results with regard to &chain were obtained with affinitypurified goat anti-8 (data not shown).
Radioimmunoassay for Surface Ig. To further quantify the relative amounts of IgM and IgD on cultured BCL1 cells, cells were treated with radioiodinated, affinitypurified antibodies directed against ~-or &chains. As shown in Table I , BCLz cells bound substantially more x25I-anti-/~ than normal spleen cells (assuming 40% of normal spleen cells and 100% of BCL1 cells are IgM positive) (9) . In the experiment shown, binding of z25I-anti-# was unchanged on cells cultured for 6 d; in other experiments, increased binding of 125I-anti-/~ (up to a twofold increase) was often observed. In contrast, binding of 125I-anti-8 to uncultured BCL1 cells, although reproducibly higher than the control, was very low compared with binding to normal cells. After cell culture there was a dramatic increase in 125I-anti-8 binding to BCL1 cells (Table I) 
